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SNP ASSAY FORMAT 



Hands On Time 



Total Time 



1 hour 
(24 samples) 



Sample Prep 
Qiagen Mini 



1 hour 



30 minutes 
(rgt prep) 



Multiplex PCR 
25 ul RXN 



2.0 hours 
(1.5' PCR) 



20-30 minutes - 



Add DH Probes/Beads 
25 ul Volume 



Denature ds Amplicons 
Hybridize to DH Probes/Beads 



Transfer to Filter Plate 
Wash-2x 



Add SA:PE (incubate 15' @ RT) 
Wash-2x 



40 minutes 



15 minutes 



10-minute setup 



Resuspend and Read in Luminex 



1.5 hours/plate 



FIG. 1 
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Exon 1 




5' 




3' 




Forward Primer 






Reverse Primer 






Wild Type Discrimination Probe 


cgatg 


gltggtccFGGCJFCTJGACJATFFTATC 




Variant Discrimination Probe 


cgatg 


ajtggtccFAAGJTGGFAAJJAFCJTGCC 


Exon2 








Forward Primer 


B-TAACTCGTGCTGGTGGCC 




Reverse Primer 


AAAGCCCGGCGCAAG 




Wild Type Discrimination Probe 


gggtagt 


gbgtctaJAGGFACJTCJGATGFATFGC 




Variant Discrimination Probe 


gggtagt 


ajggtctaJATFGGFAACGFACGCTJGTG 


Exon 6 








Forward Primer 


B-CCCGTTCTGTCCCGAGTAT 




Reverse Primer 


GTTTCCCAGATGGGCTCAC 




Wild Type Discrimination Probe 


cttggacl 


glcgtatcTGCAFGFTGJAFAGAJCCAAFG 




Variant Discrimination Probe 


cttggaq 


apgtatcGAJGATFCAFGGAJCCFTTJGAGT 


Exon 9 








Forward Primer 


B-CCATGGTGTCTTTGCTTTCC 




Reverse Primer 


GTGGGGTAAGCAGGAATGAG 




Wild Type Discrimination Probe 


accactc 


gggtagGFTCJTGFTCAJGFAAGGFTGC 




Variant Discrimination Probe 


accactg 


gggtagCGGCFAC JCTCTFAG FGAAJTGT 



FIG. 2 
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Reporter 
^/ Molecule 



Amplicon 



Differential Hybridization 
Probe 




"Unique Capture Sequences 





Luminex Microsphere' 

Wild-Type Signal Variant Signal 



FIG. 3 
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SNP P450 Assay: Multiplex PCR and Detection 

4 Patients 



1 

- Fxnn 1 





ML 



Exon2 



Exon 6 



Exon 9 



Ha 
■b 

□c 
□d 



CYP2D6 Exon 



Assignment Criteria 

A1 = Allele 1 
A2 = Allele 2 



Genotype 
A1 
HZ 
A2 



Log A1/A2 
>0.5 

-0.5 to 0.5 
<-0.5 



Result 



Sample 
A 
B 
C 
D 



C118T 
HZ 
A2 
A1 
A2 



C111T 
A1 
A1 
A1 
A1 



C2938T G4268C 
A1 A1 
HZ HZ 
HZ A1 



HZ 



HZ 



FIG. 4 



